WO 2005/068661 



PCT/US2003/041189 



1/9 



BubRl 

actin 
% lysate 



Mad2 
- adin 
% lysate 



mock siRNA BubRl siRNA 



48h 



24h 48h 



It 




^^^^^^^ 



*7 



o «o in o o o 
m oj ^ h- o u-> o 

\d *~ r— 



mock siRNA Mad2 siRNA 

24h 48h 



48 



O O U-> LO 



o tn cm 



CM 



to 



o o o 

O u-> O 



I— NO 



Fig. 1A 



Fig. 1 B 




Mad2 



ACA merge w/DNA 




3 
o 

o 

7T 



a 

OL 

k> 

CO 



^Fig. 1C 



SUBSTITUTE SHEET (RULE 26) 



WO 2005/068661 



PCT/US2003/041189 



2/9 

BubRl Mad2 
mock siRNA siRNA 

- + cole 16h 

cyclin Bl 

_p~BubRl 
"BubRl 




mock 



46% 



1% 



H actin 



Fig. 2A 



BubRl siRNA Mad2 siRNA 




^ _J» .V . 



G2/M 




Gl G2/M 



44% 



47% S phase 




35% 



28% S phase 



Fig. 2B 



mock 



cole 
16h 

cole 
40h 



(N) 24 



BubRl 



Mad2 







siRNA 

. L 


• siRNA 

u 


J 








-4-4-4- 





24 8 16 24 8 16 



Fig. 2C 



Mad2 siRNA + cole 5 min. 




Fig. 2E 



SUBSTITUTE SHEET (RULE 26) 



WO 2005/068661 



PCT/US2003/041189 




SUBSTITUTE SHEET (RULE 26) 



WO 2005/068661 



PCT/US2003/041189 



4/9 



NEB 



o 
£ 



00:01:59 



cZ < 
-§ I 

CQ *co 



last frame 

before 
anaphase 



anaphase 
onset 





00:51:59 




00:54-00 



CM <£ 



decon 






00:22:00 % 


00:23:59 a « 


00 42 OO^ 








00:10:00 


^^^^ 

00:27:59^ 


| W ft 

00:29*59 


00:49:59 



Fig. 3 A 



mock 





checkpoint knock-down 



t 




micronucleus chrom. bridge 



fragments & 
aggregates 



Fig. 3B 



SUBSTITUTE SHEET (RULE 26) 



WO 2005/068661 



PCT/US2003/041189 



5/9 



d> 



90 
80- 
70- 
60 
50 
40 
30 
20 
10 
0 



0 NEB to ana 
□anatodecon 

H total mitosis 



p 
P 



i 



I 



if 

H 




wis 

m 
m 
m 



B 



p. 

m 



Is 




i 



M 



11 



m B M2 m B AA2 

+co!c 

Fig. 4A 



o 
£ 



CO 
CO 



CO 

-a 
a 



'co 

CM 




% ,~ -jf 1 iJar: '*S? * » * "T-L* ,5=*?, 



"IjjjBjttjjj^^i 



BubRl 



AAad2 



actin 



Fig. 4B 



NEB 



CM 
CO 



anaphase 
onset 



last frame 

before 
anaphase 



00:03:58 


00:19:58 


00:21:58 


00:43:57 



decon 



Fig. 4C 



70- 
60- 
50- 
•§40- 
I 30- 
20- 
10- 
0 




NEB to ana 





m B M2 B/M2 



Fig. 4D 



SUBSTITUTE SHEET (RULE 26) 



WO 2005/068661 



PCT/US2003/041189 



mock 



BubRl 
siRNA 



t-cQ UQ 
, £ <J < ^ 



•t oo U Q 
i ^ <] < ^ 



*wP ilar » ^^'^■r I" 



4§ 



w 



WB: aBubRl 



6/9 



BubRl 



DC 



mock 



t- CO o o 

i $ < < ^ 



WB: ocmyc 



Fig. 5A 



BubRl 
siRNA 



i ? < <3 







120-1 


2 


100- 


c 




o 


80- 




60- 


• 




incoi 


40- 




20- 


CO 


0- 



CD 
in 

a 



CD 

in 



a o 
o 



i 



■MM 

■ I7Z1. 



- + + colc(16h) 
+ + mock 

+ BubRl siRNA 



Fig. 5B 



wt 



ABub3 





120 -i 


2 


100- 






o 


80- 


15 






60- 


a. 




o 


40- 








20- 


co 






0- 



I 




7 






+ 
+ 



+ colc(16h) 

mock 
+ BubRl siRNA 

BubRl 

BubRl ABub3 

BubRl AC 
+ BubRl K795A 



Fig 




AC 



K795A 



C * 

% 

n miTliiTii'lT i h 


jt;Si 






,.,.,, J ....,,„,M.,, 
















^^^^ 






it***-* 
- • • i . 







Fig. 5D 



SUBSTITUTE SHEET (RULE 26) 



WO 2005/068661 



PCT/US2003/041189 



7/9 





mock 


. J 





2N 4N 



BubRl siRNA 




Fig. 6A 



Mad2 siRNA 




-n r 

2N 4N 



J 



CENP-A H2B 



* " • 



(45) 



• # f * 



(37) 



\ V* 



(59) 



a) 30 
■E 20 

CD 

10 



0 



I I > n l n 



mock 



r—T — i — r 

o o 



villi II -I i i I A 

^ n o vrt °^ <vi ^ /x 

« CO CO <n 



CO o 2 W IO CO 

^ ^ N lO U) LO 



o 



30- 



0) 



20 
55 10 

Q. 

0 



T 



r 



BubRl 
siRNA 



T 



v tiii f i ^1 i i i A 



a, 30 
f 20 

0) 

a5 10 



0 



n 



a 



T 



Mad2 
siRNA 



T 



•icoNOocNiocor; 

\? CO CO CO 

■rr "sj* h** 

00 CO CO 



. ^ 4- o o 

CO so 2 n «o CO /x 
st* ^ in lo 



chromosomes 



Fig. 6B 

SUBSTITUTE SHEET (RULE 26) 



WO 2005/068661 



PCT/US2003/041189 



8/9 



~" mock 



BubRl siRNA Mad2 siRNA 



354 



1 



mock 




14.3% 



Fig. 7A 



BubRl 
siRNA 



43.4% 




O 



Mad2 
siRNA 

60.1% <2N 




5d 



13.4% 



LA 



i — r 

2N 4N 



78.4% 



2N 4N 




84.6% <2N 



r — r* 
2N 4N 




cole 
3d 



mock 




—i — r 
2N 4N 



Fig. 7B 



BubRl siRNA 



4 4 — A 

2N4N 8N 16N 32N 



32N 



cole 
6d 




Fig. 7C 



SUBSTITUTE SHEET (RULE 26) 



WO 2005/068661 



PCT/US2003/041189 



9/9 



a 



2 cole 
a 1 2 3 



mock 



BubRl Mad2 
siRNA siRNA 



245 245 245 



' ' w ,« 3 - 
***** 



v 



* y x — % d 




days 

p85- 

PARP-1 
pro- 

casp-3 

active 
casp-3 



long exp. 
actin 



Fig. 7D 



active casp-3 DAPI 



overlay 



# 


* ^ . " ' * 






. *# 






* 

4» 





mock 



BubRl 
siRNA 

Mad2 
siRNA 



Fig. 7E 



SUBSTITUTE SHEET (RULE 26) 



